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Hi Bryn

stay well!!

here is the ppt.  I made a few edits to the permitting slides too.

thanks!
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Debra
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-------------------------------------
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________________________________________
From: Bryn Phillips [bmphillips@ucdavis.edu]
Sent: Monday, May 11, 2015 2:08 PM
To: Denton, Debra
Subject: Re: slides

Debra,

I added three examples that we can hand-enter with the calculator. I
also added three slides that cover ambient data sets.  I don't really
know what data format folks are looking at when they are attempting to
list water bodies, so I gave an example of a SWAMP output.  I can also
add a CEDEN output, but I don't think it will be much different.

Please looks at the final slides of this Day 2 presentation and give me
some comments before we make it final.

Thanks,

Bryn

Bryn Phillips
Department of Environmental Toxicology
University of California, Davis
Marine Pollution Studies Lab - Granite Canyon
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Draft Toxicity Amendment
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Project History



In 2002, R4 staff included numeric chronic toxicity limits in 2 LA County Sanitation District permits, resulting in a petition



The State Board declined to make a determination (Water Quality Order 2003-0012)



Resolution No. 2005-0019 required staff to amend the toxicity provisions established in the State Implementation Policy
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WQO 2003-0012 reinstated the prior narrative chronic limits and stated the need for the issue of toxicity provisions to be considered in a “regulatory setting, in order to allow for full public discussion and deliberation.”



Resolution 2005-0019 required staff to amend the narrative toxicity provisions in the SIP by January 2006.
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Project History



January 2006: Staff held a scoping meeting for the proposed SIP revisions



July 2010: A preliminary draft of the Policy for Toxicity Assessment and Control (Policy) was released



October 2010: Staff released a formal draft of the Policy 



June 2012: The revised, Public Review Draft of the Policy was released



September 2012: The draft Policy was changed into an amendment to the Water Quality Control Plan for Enclosed Bays and Estuaries of California
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WQO 2003-0012 reinstated the prior narrative chronic limits and stated the need for the issue of toxicity provisions to be considered in a “regulatory setting, in order to allow for full public discussion and deliberation.”



Resolution 2005-0019 required staff to amend the narrative toxicity provisions in the SIP by January 2006.
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Proposed Provisions

Numeric water quality objectives



Uniform reasonable potential (RP) analyses and effluent limits/triggers



Monitoring frequency based on discharge rate



Standardized accelerated monitoring schedule



Requirement to perform TREs



Exceptions for qualifying dischargers



Required use of TST statistical approach
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Proposed Provisions

Numeric Water Quality Objectives



Chronic Toxicity



H0: Mean response (ambient receiving water) ≤ 0.75 • mean response (control)



Acute Toxicity



H0: Mean response (ambient receiving water) ≤ 0.80 • mean response (control)



Compliance is demonstrated by rejecting these null hypotheses



Objectives address aquatic life beneficial uses



Applied to all inland surface waters, enclosed bays, and estuaries of the state
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A percent effect at the IWC below 25 for chronic, or 20 for acute, will enable the rejection of these null hypotheses and compliance with the objectives, as well as the proposed effluent limitations as we intend to have these objectives directly applied as effluent limitations. 



These objectives are intended to protect aquatic life beneficial uses such as warm freshwater habitat, cold freshwater habitat, wildlife habitat, estuarine habitat, etc.
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Proposed Provisions

RP Analyses/Species Sensitivity Screenings



Chronic Toxicity – 1 vertebrate, 1 invertebrate, 1 plant



Acute Toxicity – 1 vertebrate, 1 invertebrate



4 tests per species



RP is assigned to WWTPs discharging ≥ 5 MGD



RP is demonstrated when:



Any test results in a “fail”



Effect is greater than 10%
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The term “publicly owned treatment works” could be replaced by “wastewater treatment plants” in the draft amendment, as there are some facilities that operate under public/private sector partnerships that we’ll likely want to regulate in the same manner.



Wastewater treatment plants authorized to discharge at a rate of 5 MGD or greater would be “assigned” reasonable potential, in accordance with 40 CFR Section 122.44(d)(1)(i), and the requirement to conduct an RPA would be “waived” (however, this is a technicality as the species sensitivity screening required of these  would be identical). 



The referenced section of the Code of Federal Regulations grants the Executive Director the ability to make a determination regarding one or more pollutants that may be discharged at a level which will cause, have the reasonable potential to cause, or contribute to an excursion above any State water quality standard, including the proposed toxicity objectives. This determination was made due to the fact that WWTP’s of this size are typically enrolled in the pretreatment program and the steady, voluminous flow of influent may contain pollutants that pass through or interfere with plant operations.
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Proposed Provisions

Effluent Limitations/Triggers



Chronic MDEL/trigger – “fail” with ≥ 50% effect



Acute MDEL/trigger – “fail” with ≥ 40% effect



MMEL – 2 out of 3 tests result in a “fail”





Exceedances:



Accelerated Monitoring – Exceedance of MDEL/trigger or MMEL (maximum of 3 tests over a 45-day period)



TRE – Any test results in a “fail” during accelerated monitoring
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As previously mentioned, State Water Board upper management is currently evaluating the potential use of numeric triggers for the acute and chronic Maximum Daily Effluent Limitations (MDELs). If these triggers were applied, an “exceedance” would only require the implementation of an accelerated monitoring schedule as no violation would be accrued by the discharger. Regardless of whether or not the MDEL stays a limitation or changes to a trigger, an exceedance would occur when a routine chronic or acute toxicity test results in a “fail” with an effect of 50% or 40%, respectively. A toxicity test that results in a “fail” below these effect thresholds would be required to determine compliance with the median monthly effluent limitation by conducting a maximum of two additional toxicity tests within 20 days from the initial result of “fail.”





While these toxicity provisions are primarily aimed at NPDES wastewater and point source WDR dischargers, we are also proposing the use of the TST for storm water and other dischargers that are required to monitor toxicity in a permit, WDR, WDR Waiver, or Conditional Prohibition. More on that in a little bit. 



Accelerated monitoring would be required if the MDEL or MMEL is exceeded. In tightening up the requirements previously proposed in the draft Toxicity Policy, we’re requiring dischargers to implement an accelerated monitoring schedule-consisting of a maximum of 3 tests-within seven days of the exceedance, and have it conclude within 45 days. If an accelerated test results in a “fail,” any remaining tests would be waived and a Toxicity Reduction Evaluation would be required. It’s worth noting that if upper management decides to propose an MDEL trigger, an accelerated monitoring schedule would essentially double as a means of determining compliance with the MMEL, in that a result of “fail” during an accelerated monitoring schedule triggered by an exceedance of the MDEL would also be considered an exceedance of the MMEL, and the offending discharger would receive a violation.
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Proposed Provisions

Monthly Monitoring



WWTPs and industries continuously discharging ≥ 5 MGD



WWTPs can qualify for monitoring reduction



Non-continuous dischargers that discharge ≥ 5 MGD for 15 or more days



Quarterly Monitoring

WWTPs and industries continuously discharging < 5 MGD



Non-continuous dischargers that discharge < 5 MGD for 15 or more days
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In order for a POTW to qualify for a small disadvantaged communities exception, the municipality that they serve must have a population of 20,000 persons or less, or a reasonably isolated and divisible segment of a larger municipality encompassing 20,000 persons or less, with an annual median household income that is less than 80 percent of the statewide annual median household income.



Only entities that discharge less than one million gallons per day on a non-continuous basis can qualify for the insignificant discharge exception.



The categorical and case-by-case exceptions come directly from the SIP. Categorical exceptions deal primarily with resource or pest management and maintenance for water supply reservoirs and conveyances. Case-by-case exceptions are intended for individual water bodies or watersheds that differ sufficiently from statewide conditions. And unlike small disadvantaged communities and insignificant discharges, activities that qualify for these exceptions are not required to meet the proposed toxicity objectives.



Dischargers utilizing flow-through acute toxicity testing systems to conduct weekly monitoring before the adoption of the draft amendment would be “exempt” from RP, the proposed monitoring schedules, the TST, and TREs due to the fact that these two-chamber systems are not amenable to the TST approach which requires a minimum of four replicate chambers. This exception would allow the Regional Boards to essentially grandfather-in the current requirements for these dischargers, or create unique requirements that are protective of the proposed objectives.
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Proposed Provisions

Storm Water and Nonpoint Source Dischargers





13383 and 13267 letters will be sent to dischargers currently required to monitor toxicity



These dischargers will then have 1 year to switch to the TST for all toxicity test analyses



The draft amendment does not require storm water and nonpoint source dischargers to implement a toxicity monitoring program
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In order for a POTW to qualify for a small disadvantaged communities exception, the municipality that they serve must have a population of 20,000 persons or less, or a reasonably isolated and divisible segment of a larger municipality encompassing 20,000 persons or less, with an annual median household income that is less than 80 percent of the statewide annual median household income.



Only entities that discharge less than one million gallons per day on a non-continuous basis can qualify for the insignificant discharge exception.



The categorical and case-by-case exceptions come directly from the SIP. Categorical exceptions deal primarily with resource or pest management and maintenance for water supply reservoirs and conveyances. Case-by-case exceptions are intended for individual water bodies or watersheds that differ sufficiently from statewide conditions. And unlike small disadvantaged communities and insignificant discharges, activities that qualify for these exceptions are not required to meet the proposed toxicity objectives.



Dischargers utilizing flow-through acute toxicity testing systems to conduct weekly monitoring before the adoption of the draft amendment would be “exempt” from RP, the proposed monitoring schedules, the TST, and TREs due to the fact that these two-chamber systems are not amenable to the TST approach which requires a minimum of four replicate chambers. This exception would allow the Regional Boards to essentially grandfather-in the current requirements for these dischargers, or create unique requirements that are protective of the proposed objectives.
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Proposed Provisions

Exceptions



Small disadvantaged communities

Population ≤ 20k and median household income (MHI) < 80% of statewide MHI



Insignificant discharges

No RP to exceed objectives



Categorical exceptions

Short-term/seasonal



Case-by-case exceptions

Site-specific conditions



Flow-through acute toxicity testing systems

Allows for continued use
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In order for a POTW to qualify for a small disadvantaged communities exception, the municipality that they serve must have a population of 20,000 persons or less, or a reasonably isolated and divisible segment of a larger municipality encompassing 20,000 persons or less, with an annual median household income that is less than 80 percent of the statewide annual median household income.



Only entities that discharge less than one million gallons per day on a non-continuous basis can qualify for the insignificant discharge exception.



The categorical and case-by-case exceptions come directly from the SIP. Categorical exceptions deal primarily with resource or pest management and maintenance for water supply reservoirs and conveyances. Case-by-case exceptions are intended for individual water bodies or watersheds that differ sufficiently from statewide conditions. And unlike small disadvantaged communities and insignificant discharges, activities that qualify for these exceptions are not required to meet the proposed toxicity objectives.



Dischargers utilizing flow-through acute toxicity testing systems to conduct weekly monitoring before the adoption of the draft amendment would be “exempt” from RP, the proposed monitoring schedules, the TST, and TREs due to the fact that these two-chamber systems are not amenable to the TST approach which requires a minimum of four replicate chambers. This exception would allow the Regional Boards to essentially grandfather-in the current requirements for these dischargers, or create unique requirements that are protective of the proposed objectives.
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Project Goals

The draft toxicity amendment will:



Protect aquatic life beneficial uses of inland surface waters, enclosed bays, and estuaries



Comply with Resolution 2005-0019



Provide a clear and consistent statistical method to interpret data



Establish a uniform approach to toxicity control



Provide for an efficient regulatory program
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Toxicity Project Webpage

http://www.waterboards.ca.gov/water_issues/programs/state_implementation_policy/tx_ass_cntrl.shtml













Zane Poulson

PSI Unit Chief

(916) 341-5488

zane.poulson@waterboards.ca.gov
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Permit Development for Toxicity



















Quality Assurance Management review and oversight to ensure data quality during data collection.

Quality Control Activities required during data collection to produce the desired data quality.
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Outline

Assume:

Reasonable potential has been evaluated



Cover:

Key permit requirements for toxicity to address potential problems
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NPDES Permit Goals for Toxicity

Protect water quality:

Meet WQS for toxicity

Effluent limits preempt toxicity impacts to receiving water from permitted discharge

Monitor effluent for changes in quality / new contaminants



Secure accountability:

Clearly express toxicity effluent limits, thresholds for accelerated monitoring / TREs, and other toxicity conditions

Enforceability is key
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Steps to Develop WQBELs

Identify applicable acute and chronic WQS



Determine authorized dilution factor



Determine reasonable potential



Calculate WQBELs, if there is reasonable potential



Establish permit requirements for toxicity
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Region Basin Plan Requirements


Narrative toxicity objective example:

All waters shall be maintained free of toxic substances in concentrations that are lethal to or that produce other detrimental responses in aquatic organisms. Detrimental responses include, but are not limited to, decreased growth rate and decreased reproductive success of resident or indicator species.



Numeric acute toxicity objective

Narrative chronic toxicity objective

Detailed toxicity implementation procedures
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Permit Requirements for Toxicity
Need to Address …

Expression of effluent limit and threshold for accelerated monitoring / TREs

Effluent limit averaging period

Discharge-specific IWC (chronic, acute)

Statistical endpoint

Acute or chronic toxicity monitoring

Monitoring frequency

Sample collection and handling

Test species and methods

Test type and duration

Statistical endpoint / IWC and dilution series selection

Dilution water

Reference toxicant testing

Other QA conditions

Reporting

Steps to address toxicity

Permit reopener condition
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Toxicity Monitoring

Acute toxicity:

Biological endpoint is lethality



Chronic toxicity:

Biological endpoints are growth, reproduction, fertilization, and (sometimes) lethality



Does a permit need both? 

Relative sensitivity of test species to potential toxicants

Difference between acute and chronic dilution factors
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Monitoring Frequency

		RB2 Basin Plan		Shallow Water Dischargers		Deep Water Dischargers		

		Quarterly						

		3- sample median		> 1 TUc				> 10 TUc

		1-sample maximum		> 2 TUc				> 20 TUc

		Semi-annually or Annually						

		1-sample maximum		> 1 TUc				> 10 TUc



		Other Possible Frequencies		Discharge Volume

		Quarterly		< 1 MGD

		Monthly		≥ 1 MGD
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Sample Collection and Handling 

Composite or grab sample?

Effluent variability

Continuous or intermittent discharge

Logistics



Handling and shipping

Chill ≤ 6°C

≤ 36 hour hold time to start of toxicity test 
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Test Species and Methods

Choose NPDES test method from 40 CFR 136, based on receiving water salinity

Chronic freshwater – 4th edition

Chronic marine West Coast – 1st edition

Chronic marine East Coast – 3rd edition 

Acute freshwater and marine – 5th edition

Recommend multi-species screening

Fish, invertebrate, and alga for chronic testing

Fish and invertebrate for acute testing

Specify statistical endpoint for comparison

Continue testing with most sensitive species
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Test Type and Duration

Acute tests are conducted as:

Static non-renewal, static renewal, or flow-through test

Test duration - 24, 48, or 96 hours

Need to specific type and duration in permit

Chronic tests are conducted as:

Test type specified in methods manual

Test duration - 9 days or less

No need to specific – follow methods
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Statistical Endpoint

Acute

LC/EC50

NOAEC - LOEAC

Pass/fail (traditional)

Pass/fail & relative % effect (TST)

% survival (no statistics)

Chronic

EC/IC25

NOEC - LOEC

Pass/fail (traditional)

Pass/fail & relative % effect (TST)
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Statistical Endpoint / IWC and Dilution Series Selection

Effluent testing:

Multi-concentration test:

5 test concentrations (including IWC) + control

Single-concentration test:

IWC + control



Stormwater & ambient water testing: 

Single-concentration test:

100% concentration + control (or called “two concentration test design”)



25













25





Dilution Water

Synthetic laboratory water or receiving water



Select based on the objective of the test

Absolute toxicity of effluent (laboratory water)

Effect of effluent on uncontaminated receiving water (receiving water)



Brine Control

Dual control
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Reference Toxicant Testing

Should use same reference toxicant, test conditions, dilution water



Outside culture: concurrent testing



In-house culture: monthly testing
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QA and Other Conditions

Must meet TAC in test methods manual

Examine applicable test conditions table in test methods manual

Multi-concentration tests must be reviewed following EPA 821-B-00-004 (USEPA 2000)

Chronic tests using NOEC must achieve available PMSD/MSD for sublethal endpoints

Address substances allowed to be removed from effluent sample prior to toxicity testing (ammonia, chlorine, etc.)

Address toxicity related to substances controlled using chemical-specific effluent limits
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Reporting Toxicity Data

Summary of toxicity test results

Water quality measurements for each toxicity test

Statistical analysis summary sheets

Raw data sheets

Chain of custody forms

Compare reported information to:

Permit effluent limits and conditions; test method conditions and TAC; requirements for data review; need for follow-up
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Steps to Address Toxicity

Need to determine the magnitude and frequency of toxicity 



1-2 page TRE “fire plan”



Accelerated testing language



Include TRE / TIE language
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Permit Reopener Condition

Allows permitting authority to reopen permit and implement new effluent limits or conditions



Example: 

In accordance with 40 CFR 122 and 124, this permit may be modified to include effluent limits or permit conditions to address toxicity in the effluent; toxicity in the receiving water as a result of the discharge; or to implement new, revised, or newly interpreted water quality standards applicable to toxicity.
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For More Information …

Denton DL, Miller JM, Stuber RA. EPA Regions 9, 8, and 10 Toxicity Training Tool (TTT). January 2010. 

San Francisco, CA.

http://www.epa.gov/region8/water/wet/ToxTrainingTool10Jan2010.pdf



Debra Denton		Robyn Stuber

U.S. EPA Region 9		U.S. EPA Region 9	

(916) 341-5520		(415) 972-3524

denton.debra@epa.gov        		stuber.robyn@epa.gov
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Statistical Analysis, Data Review, 
and the
Test for Significant Toxicity (TST)
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Is There a Toxic Effect?

Hypothesis Test - Does a critical concentration of the sample show a statistically significant decrease in organism response as compared to the control?

Multiple Concentration - Compares each tested concentration to the control to determine the LOEC (statistically significant response) and NOEC (not statistically significant response) 

Dunnett’s Test, Steel’s Many-One Rank Test, etc.

Single Concentration - Compares an important concentration (the IWC) to the control to determine if there is a statistically significant response: Pass (not toxic) or Fail (toxic)

Test of Significant Toxicity (TST) or standard t-test

Point Estimates - At what concentration is an effect observed and is the critical concentration (IWC) less than this value? 

Multiple Concentration - LC50, EC25 or IC25













Multiple-Concentration Approach













































































































       	Control       1         2         3          4         5
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Used for Hypothesis Testing (NOEC and LOEC), and Point Estimates 

(EC25, IC25 , or LC50)
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Multiple Concentration
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NOEC

LOEC

LC50













Copper Reference Toxicant

% Fertilized	2.1269904639996637	2.4178422763993841	11.42876580259399	14.029317906950752	8.2444060736227573	0.51281230826016699	2.1269904639996637	2.4178422763993841	11.42876580259399	14.029317906950752	8.2444060736227573	0.51281230826016699	0	5.6	10	18	32	56	95.958780127096887	94.878433057949806	85.654291066619791	54.696740622748131	8.5728038072061228	1.0737976080047589	Copper Concentration (µg/L)

Percent Survival



































Control

Sample 





















Single Concentration Approach - Compares Sample to Control
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Used for T-Test and Test for Significant Toxicity (TST)



Can also be used in multiple concentration test design, but  the analysis is to only compare the IWC concentration to the control concentration













Show multiple concentrations, but highlight the two concentrations for analysis.
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Sometimes, hypothesis tests can detect small differences between control and sample
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Effects of Variability

% Effect = 11.7

NOEC = Toxic

TST = Non-Toxic
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C. dubia Reproduction

3.6	3.6	Control	IWC	42	6.1	6.1	Control	IWC	37	Control   			IWC



Average Reproduction





Sometimes, hypothesis tests CANNOT detect actual differences between control and sample
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Effects of Variability

% Effect = 30.9

NOEC = Non-Toxic

TST = Toxic













Freshwater tests
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C. dubia Reproduction

2.2000000000000002	2.2000000000000002	Control	IWC	23	12.3	12.3	Control	IWC	16	Control   			IWC



Average Reproduction





We Want to Answer the Question:

“Is the Sample Toxic?”
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For the purposes of a regulatory program, the statistics should give you a “yes” or “no” answer



The TST is designed to give a yes or no answer using rigorous, peer-reviewed statistics



Only control and a single sample are statistically compared, and the permittee now demonstrates that sample is NOT toxic  













What is the 

Test of Significant Toxicity (TST)?

A peer reviewed statistical analysis procedure for toxicity data (Denton et al., 2011; Diamond et al., 2011; Zheng et al., 2013; Diamond et al., 2013)



Can be used with all environmental media and testing programs involving toxicity testing:

Ambient

Stormwater

Effluent

Sediment
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TST is NOT a Change to the WET Test Methods

Labs still conduct the same biological test methods:



Same organisms

Same food

Same testing procedures

Same test acceptability criteria

42













How is TST Different from Other 

U.S. EPA Statistical Analysis Approaches? 


TST uses explicit regulatory management decisions and test design error rates to ensure that:

Biologically insignificant effects are declared “non-toxic” most of the time

Unacceptable toxicity is identified as “toxic” most of the time



Result is that regulatory decisions will have higher confidence and will be more transparent using TST 
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Hypothesis Testing
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				Traditional		TST

		Null Hypothesis				

		Type I (alpha)				

						

						

		Type II (beta)				

						

						



Set at 0.05

Sample is safe, but declared “toxic”

Permittee Concern

Set at 0.05 – 0.25

Sample is toxic, but declared “safe”

Regulatory Concern

Not Established

Sample is toxic, but declared “safe”

Regulatory Concern

Set at 0.05

Sample is safe, but declared “toxic”

Permittee Concern

Mean sample ≥ Mean control

Sample is Safe

Mean sample ≤ b * Mean control

Sample is Toxic

Rejecting when True

Accepting when False













Null Hypothesis refers to a general or default position: that there is no relationship between two measurements.

In both cases Alpha is the Type I Error Rate (rejecting the null when it is true), and Beta is the Type II Error Rate (accepting the null when it is false).  

TST statistical approach re-states the null hypothesis.  



Under the TST approach, beta is the error rate that the permittee is interested in and desires to be minimized.  The beta in the TST is set at 0.05 or less.  The beta in the TST is set at the same rate as under the traditional HT (which is the alpha = 0.05).  So, bottom line is the permittee is getting the same error rate for either approach.
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What is the Bioequivalence b?

45

Ho: Mean sample < b * Mean control



Represents the threshold for unacceptable toxicity



The proportion of control response that is considered equivalent to the control (i.e., within typical response ranges for the test) 

	  =  20% effect for acute tests  

 	  =  25% effect for chronic tests (similar to IC25)



Ensures that small, but statistically significant differences between control and an effluent concentration (e.g., IWC) are not interpreted as a toxic response













TST Statistical Analysis Flowchart

Conduct WET test

Apply arcsine square root transformation for percent data 

(e.g., survival) 

Calculate t value using TST Welch’s t-test

Calculated t value > critical t value?

YES

NO

Sample is NOT Toxic

“Pass”

Sample is Toxic

“Fail”
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Conclusion

47

Improved transparency of regulatory decisions



TST analysis is more efficient in the calculations and 	interpretations, therefore clearer determination of 	compliance (definitive test result)



Both error rates are incorporated



Direct incentives to generate higher quality WET data



Streamlines the data interpretation process and  	therefore, reduces this subjectivity component 
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Data Examples
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Hypothesis Testing – NOEC/LOEC and TST














C. dubia Reproduction

Neonates	4.8	3.1	3.8	5.2	7.2	0	4.8	3.1	3.8	5.2	7.2	0	0	12.5	25	50	75	100	26	25	27	25	4.2	0	Sample Concentration (%)



Average Neonates







CETIS Output – C. dubia Reproduction
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NOEC/LOEC with Dunnett’s Procedure
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CETIS Output – C. dubia Reproduction

Summary and Replicate Data
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CETIS Output – C. dubia Reproduction

TST Analysis with Welch’s t Test
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CETIS Output – C. dubia Reproduction

Summary and Replicate Data
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Data Example 1 - Background

The following are reports from a self-reporting permittee that conducts toxicity testing in house and is ELAP certified

The facility is effluent dominated (IWC = 100%)

The permit is expressed as a narrative limit with a trigger of 1.0 TUc = 100/NOEC with no daily maximum 

The permit has no daily maximum trigger or cap on the number of tests to determine the monthly median trigger

The cover letter uploaded to CIWQS - states "No toxicity for the compliance month"
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Data Example 1 – Test 1














C. dubia Reproduction

Neonates	8.4	6.4	6	12.8	9.6	9.6	8.4	6.4	6	12.8	9.6	9.6	0	20	40	60	80	100	36	34.9	34.5	33.200000000000003	31.2	27.1	Sample Concentration



Average Neonates
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Data Example 1 – Test 1

TST = Fail























Data Example 1 – Test 2
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C. dubia Reproduction

Neonates	7.6	10.6	9.9	2.8	13.8	9.1	7.6	10.6	9.9	2.8	13.8	9.1	0	20	40	60	80	100	36.700000000000003	34.1	32.700000000000003	35	28.8	29.5	Sample Concentration



Average Neonates
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Data Example 1 – Test 2









TST = Fail
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Data Example 1 – Test 3














C. dubia Reproduction

Neonates	8.2000000000000011	16.100000000000001	16.399999999999999	15.2	15.6	12.6	8.2000000000000011	16.100000000000001	16.399999999999999	15.2	15.6	12.6	0	20	40	60	80	100	34	27.3	25.6	23.4	21	24.2	Sample Concentration



Average Neonates
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Data Example 1 – Test 3










TST = Fail
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Data Example 1 – Test 4














C. dubia Reproduction

Neonates	8.2000000000000011	16.100000000000001	16.399999999999999	15.2	15.6	12.6	8.2000000000000011	16.100000000000001	16.399999999999999	15.2	15.6	12.6	0	20	40	60	80	100	39.4	38.5	34	27.3	28.9	28.5	Sample Concentration



Average Neonates
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Data Example 1 – Test 4
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Data Example 1 – Test 4










TST = Fail
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Types of Concentration Response Relationships













Concentration Response:
Three Possible Outcomes 

The calculated effect concentrations are reliable and should be reported



The calculated effect concentrations are anomalous – further investigation and explanation necessary



Test results were inconclusive – collect new sample and repeat test
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Talking Points 

In the Final 2002 Rule, USEPA requires the review of concentration-response relationships for all multi-concentration tests.  Under this requirement, the concentration-response relationship generated for each multi-concentration test must be reviewed to ensure that calculated test results are interpreted appropriately.

This means that the concentration-response relationship be reviewed, but does not require that a concentration-response relationship be established before determining that toxicity is present.

Examining the curve can be helpful in determining whether an effluent is toxic and in identifying anomalous test results.

It should be noted that the determination of a valid concentration-response relationship is not always clear cut.  In some cases, data interpretation may require consultation with professional toxicologists and regulatory officials.

Tests that exhibit unexpected concentration-response relationships also may indicate a need for further investigation and possible retesting.
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Data Example 1 – Test 5














C. dubia Reproduction

Neonates	12	4.9000000000000004	5.9	15.2	10.8	12.3	12	4.9000000000000004	5.9	15.2	10.8	12.3	0	20	40	60	80	100	37.200000000000003	38.9	32.6	28.4	33.800000000000004	32.9	Sample Concentration



Average Neonates
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Data Example 1 – Test 5










TST = Pass
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Data Example 1 – Summary (3 tests are toxic)

		Test		Percent Effect 
(100% Sample)		NOEC/LOEC		TST		Comments

		1		24.7		80/100		Fail		This test is toxic  

		2		19.6		80/100		Fail		TST could have passed with lower variability

		3		28.8		100/>100		Fail		High variability caused test to pass NOEC/LOEC and clearly has an important effect level; should be declared toxic

		4		27.7		100/>100		Fail		Test would have failed NOEC/LOEC without “anomaly;”  should be declared toxic

		5		11.6		100/>100		Pass		Test would have failed NOEC/LOEC without “anomaly”















Data Example 2
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Neonates	10.9	4.9000000000000004	9.1	6.7	19.600000000000001	13.5	10.9	4.9000000000000004	9.1	6.7	19.600000000000001	13.5	0	12.5	25	50	75	100	33.200000000000003	40.5	38.700000000000003	38	25.1	29.4	Sample Concentration



Average Neonates





Data Example 2
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TST = Pass
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Data Example 3













Neonates	14.9	4	5.8	2.8	7.4	19.399999999999999	14.9	4	5.8	2.8	7.4	19.399999999999999	0	12.5	25	50	75	100	41.2	47.9	46.5	46.7	41.9	31.7	Sample Concentration



Average Neonates
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Data Example 3









TST = Fail
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Data Example 4













Neonates	4.9000000000000004	17.7	13.7	7.9	2.2000000000000002	4.8	4.9000000000000004	17.7	13.7	7.9	2.2000000000000002	4.8	0	12.5	25	50	75	100	37.9	28	30.4	35.6	36.1	35.200000000000003	Sample Concentration



Average Neonates
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Data Example 4









TST = Pass



















Use of CRR with TST?

75

The concentration-response relationship (CRR) was designed to assist in the more complex data review of the statistical approaches, the NOEC and point estimates (EC25) 



The CRR is a test review step and not a quality assurance requirement



The statistical approach of TST is different from that of the NOEC approach, and while the interpretation of the CRR plays a role in the review of the NOEC, it is not necessary for the TST analysis
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Data Example 5 - Background

“The discharge is subject to “Pass” or “Fail” and “Percent Effect” from a single effluent concentration chronic toxicity test at the discharge IWC using the Test for Significant Toxicity (TST) approach described by the NPDES Test of Significant Toxicity Implementation Document…”

Monthly Median Effluent Limit – Pass with TST

Maximum Daily Effluent Limit – Pass and <50% effect























Data Example 5 - Wrong Analysis 
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Data Example 5 - Wrong Analysis 

















Data Example 5 – Water Quality
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Ambient Sample Data Interpretation

80

Currently, the Surface Water Ambient Monitoring Program (SWAMP) uses a two-tier system to determine the level of toxicity.

The first tier is a separate-variance t-test to determine significant difference from a control.

The second tier is a threshold that is 20% less than the control.

There are four possible outcomes that are reported as data qualifiers in the SWAMP and CEDEN databases.













Ambient Sample Data Interpretation

81

		NSG		Not Significant Greater Similarity		Not significant compared to control sample based on statistical test at alpha level.  Mean response not less than the evaluation threshold.  (No criteria met)

		NSL		Not Significant Less Similarity		Not significant compared to control sample based on statistical test at alpha level.  Mean response less than the evaluation threshold.  (Only second criterion met)

		SG		Significant Greater Similarity		Significant compared to control sample based on statistical test at alpha level. Mean response not less than the evaluation threshold.  (Only first criterion met)

		SL		Significant Less Similarity		Significant compared to control sample based on statistical test at alpha level. Mean response less than the evaluation threshold.  (Both criteria met)















Ambient Sample Data Interpretation
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		StationCode		UnitAnalyte		RepCount		Mean		StdDev		StatisticalMethod		AlphaValue		Probability		MSD		EvalThreshold		SigEffect

		205COY060		%		8		66		22		T-test		0.05		0.003		20		76.3		SL

		205COY060		mg/ind		8		0.082		0.032		T-test		0.05		0.051		20		0.084		NSL

		205COYGAL		%		8		70		13.1		T-test		0.05		0		20		76.3		SL

		205COYGAL		mg/ind		8		0.084		0.028		T-test		0.05		0.048		20		0.084		SG

		205COYSCL		%		8		85		12		T-test		0.05		0.022		20		76.3		SG

		205COYSCL		mg/ind		8		0.079		0.011		T-test		0.05		0.001		20		0.084		SL

		205GUA020		%		7		91		10.7		T-test		0.05		0.17		20		76.3		NSG

		205GUA020		mg/ind		7		0.069		0.013		T-test		0.05		0		20		0.084		SL

		LABQA		%		8		96		7.4		T-test		0.05		0.5		20		76.3		NA

		LABQA		mg/ind		8		0.105		0.017		T-test		0.05		0.5		20		0.084		NA















TST Calculator
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TST Calculator Exercises

84

		Replicate		Control		Sample

		1		41		37

		2		43		38

		3		42		37

		4		41		37

		5		45		35

		6		38		34

		7		44		37

		8		42		43

		9		42		35

		10		42		38

						

		Mean		42		37

		SD		3.6		6.1



Ceriodaphnia dubia chronic test

Reproduction endpoint

11.7% Effect

Traditional statistical approach declares the sample statistically significant.

TST approach declares the sample not statistically significant.
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TST Calculator Exercises

85

		Replicate		Control		Sample

		1		91		75

		2		92		78

		3		94		80

		4		95		85

		5		96		86

						

		Mean		94		81

		SD		2.1		4.7



Mytilus spp. chronic test

Development endpoint

13.7% Effect

Traditional approach declares the sample statistically significant.

TST approach declares the sample not statistically significant.
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TST Calculator Exercises

86

		Replicate		Control		Sample

		1		5		4

		2		5		4

		3		5		4

		4		5		4

		5		5		4

						

		Mean		100		80

		SD		0		0



Topsmelt acute test

Survival endpoint

20% Effect – zero variance

T-test and TST cannot calculate result (cannot divide by zero)

Calculate the relative difference and it is 20%.  













TST Calculator
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CETIS Analytical Report Report Date: 05 May-14 08:40 (p 1 of 2)

Test Code: CD Test | 09-4760-4056
Ceriodaphnia 7-d Survival and Reproduction Test Granite Canyon
Analysis ID:  04-8291-3383 Reproduction CETIS Version:  CETISv1.8.4
Analyzed: 05 May-14 8:39 Parametric-Control vs Treatments Official Results: Yes
BatchID:  00-1089-6807 Reproduction-Survival (7d) Analyst:
StartDate: 24 Oct-12 EPA/B00/4-90/027F (1991) Diluent:
Ending Date: 31 Oct-12 Ceriodaphnia dubia Brine:
Duration:  7d Oh Age:
Sample ID:  20-22757316 Code:  7890D3C4 Client:  Inlemal Lab
Sample Date: 24 Oct-12 13:59 Material:  Copper chloride Project:  SWAMP
Receive Date: 24 Oct-12 13:59 Source:  Reference Toxicant
Sample Age:  NA Station: In House
Data Transform Zeta Alt Hyp  Trials __ Seed NOEL  LOEL  TOEL _ TU PMSD
Untransformed NA C>T NA NA 50 75 61.24 19.3%
Dunnett Multiple Comparison Test
Control vs_C-ug/l TestStat Critical _MSD DF P-Value P-Type  Decision(a:5%)
Dilution Water 125 0311393 2.222414 4.996 18 0.6838  CDF Non-Significant Effect
2 -0.44485 2222414 4.996 18 09133  COF Non-Significant Effect
50 0400363 2222414 4.996 18 0.6461  CDF Non-Significant Effect

75" 9.653188 2222414 4.996 18 <0.0001 CDF Significant Effect
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Distributional Tests

Atribute Test TestStat _Critical _P-Value _Decision(a:1%)
Variances Bartlett Equality of Variance 7.140625 132767 0.1286 Equal Variances
Distribution Shapiro-Wilk W Normality 0.951828 0.936704 0.0406 Normal Distribution

Reproduction Summary

C-ug/L Control Type  Count Mean 95% LCL 95% UCL Median  Min Max StdErr  CV% %Effect
0 Dilution Water 10 259 224371 29.3629 28 15 30 1530795 18.69%  0.0%
12.5 10 252 2299383 27.40617 255 2 31 0975249 12.24%  2.7%
25 10 269 24.19275 29.60725 27 20 31 1196755 14.07% -3.86%
50 10 25 2127526 28.72474 27 13 30 1646545 20.83% 3.47%
75 10 42 -0.95631  9.356307 0O 0 18 2279376 171.62% 83.78%
100 10 0 0 0 0 0 0 0 100.0%

Reproduction Detail

Cug/lL Control Type Rep1  Rep2  Rep3  Repd  Rep5 Rep6  Rep7 _ Rep8  Repd  Rep 10
0 Dilution Water 25 30 15 29 29 27 30 24 21 29
125 29 23 22 2 2% 25 2 22 22 31

25 31 30 25 30 31 27 22 26 20 27

50 30 21 29 23 13 23 28 28 2 29

75 0 0 0 8 0 16 18 0 0 0

100 0 0 0 0 0 0 0 0 0 0
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CETIS Analytical Report

Report Date:
Test Code:

05 May-14 08:46 (p 1 of 1)
D Test | 09-4760-4056

Ceriodaphnia 7-d Survival and Reproduction Test

Granite Canyon

Analysis ID:  04-2036-8718 Endpoint: Reproduction CETIS Version: CETISV1.8.4
Analyz 05 May-14 8:45 Analysis: _Parametric Bioequivalence-Two Sample  Official Results: Yes
Batch ID: 00-1089-6807 Test Type: Reproduction-Survival (7d) Analyst:

StartDate: 24 Oct-12 Protocol:  EPA/600/4-90/027F (1991) ent:

Ending Date: 31 Oct-12 Species:  Ceriodaphnia dubia Brine:

Duration: 7d Oh Source: Age:

Sample ID: 20-2275-7316 7890D3C4 Client: Internal Lab
Sample Date: 24 Oct-12 13:59 Copper chloride Proje SWAMP
Receive Date: 24 Oct-12 13:59 Reference Toxicant

Sample Age: NA In House

Data Transform Zeta Alt Hyp  Trials Seed TSTb Test Result

Untransformed NA Cb>T NA NA 0.75 Sample fails reproduction endpoint
TST-Welch's t Test

Control vs Cougl TestStat_Critical _MSD_DF P-Value P-Type _Decision(a:20%)
Dilution Water 75 5.965 0.87 13 1.0000 CDF Significant Effect
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Distributional Tests

Attribute Test TestStat Critical _P-Value _Decision(c:1%)

Variances Variance Ratio F- 2217 654 02513 Equal Variances

Distribution Shapiro-Wilk W Normality 09021 0866  0.0451  Normal Distribution

Reproduction Summary

CuglL Control Type _ Count __Mean  95% LCL 95% UCL Median _ Min Max SErr  CV%  %Effect
0 Dilution Waler 10 259 2244 2936 28 15 30 1531 187%  0.0%

75 10 42 09563 9356 0 0 18 2279 1720% 838%
Reproduction Detail

Cug/L Control Type Rep1  Rep2  Rep3  Repd _ Rep5  Rep6  Rep7 _ Rep8  Rep9  Rep 10
0 Dilution Water 25 30 15 29 29 27 30 24 21 29

75 0 0 0 8 0 16 18 0 0 0
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CETIS Summary Report Report Date: 16 Jun-1107:21(p 1 of 1)

Test Code: 01-0143-0627/1174651cdc
—_—
Cerlodaphnia 7-d Survival and Reproduction Test San Jose Creek WQL
Batch ID: 21-2435-6069 Tost Type: Reproduction-Survival (6-8d) Analyst:  Jovairia Loan
StartDate: 07 Jun-11 08:68 Protocol:  EPA/821/R-02-013 (2002) Diluent:  Very Hard Synthetic Water
Ending Date: 13 Jun-1111:24 Specles:  Ceriodaphnia dubia Brine: Not Applicable
Duration: 6d 2h Source:  In-House Culture Age: <24 Hrs
| e ——— e e ————————
Sample ID:  18-1994-6500 Code: 11060600100 Client:  Internal Lab
Sample Date: 06 Jun-11 06:00 Material: ~ POTW Effluent Project:  WET Compliance Test
Receive Date: 06 Jun-1113:51 Source:  Saugus WRP (CA0054313)
Sample Age:  27h (1.2°C) Station:  Final Effluent

Light Readings: 67.3 Fc

Concurrent Ref Tox: 11370066cdc

Analysis ID__Endpoint NOEL  LOEL TOEL _ PMSD _ TU Mothod
14-7050-8284  Final Sunvival 100 >100 NA NA 1 Fisher Exact Test
17-1767-4731 Reproduction 80 100 89.443 2584% 125 Steel Many-One Rank Test
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Reproduction Summary

Conc-%

Control Type  Count
Very Hard Water 10

10

10

10

10

10

Mean
36
349
345
33.2
31.2
271

95%LCL 95%UCL Min

32.866
32.516
32.244
28.428
27611
23.516

39.134
37.284
36.756
37.972
34.789
30.684

16
25
22
0
5
7

Max
45
a4
42
46
38
40

Std Err
1.5324
1.1657
1.103
2.333
1.756
1.7621

Std Dev
8.3931
6.3849
6.0415
12.778
9.6125
9.5969

CV%
23.31%
18.3%
17.51%
38.49%
30.81%
35.41%

Diff%
0.0%
3.06%
4.17%
7.78%
13.33%
24.72%
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CETIS Summary Report Report Date: 27 Jun-1113:24 (p 1 of 1)
Test Code: 15-8776-4796/1175931cde

San Jose Creek WQL

Cerlodaphnia 7-d Survival and Reproduction Test

18-6111-6878 Tost Type: Reproduction-Survival (6-8d) Analyst:  Steven Webb

16 Jun-11 08:18 Protocol:  EPA/821/R-02-013 (2002) Diluent:  Very Hard Synthetic Water
Ending Date: 22 Jun-1111:29 Species:  Ceriodaphnia dubia Brine: Not Applicable
Duration: 6d 3h Source:  In-House Culture Age: <24 hours.

Sample ID:  20-2062-5810 Code: 11061500023 Client:  Intemal Lab

Sample Date: 15 Jun-1106:00 Matorial:  POTW Effluent Project:  WET Compliance Test
Receive Date: 15 Jun-1110:35 Source:  Saugus WRP (CA0054313)
Sample Age: 26h (1.3 °C) Station:  Final Effluent

Comparison Summary
Analysis ID__Endpoint NOEL  LOEL  TOEL _ PMSD _ Tu Moethod
07-7716-6941 Final Survival 100 >100 NA NA 1 Fisher Exact Test

02-6040-5791 Reproduction 80 100 89443  2687% 1.25 Steel Many-One Rank Test
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Reproduction Summary

Conc-%

Control Type  Count
Very Hard Water 10
10
10
10
10
10

Mean
36.7
341
327
35
28.8
29.5

95%LCL 95%UCL _Min

33.878
30.046
28.991
33.944
23.636
26.086

39.522
38.154
36.409
36.056
33.964
32.914

18
4
15
31
0
4

Max
43
40
43
39
38
35

Std Err
1.3799
1.9822
1.8136
0.5164
25251
1.6694

Std Dev
7.5579
10.857
9.9337
28284
13.831
9.1439

CV%
20.59%
31.84%
30.38%
8.08%
48.02%
31.0%

Diff%
0.0%
7.08%
10.9%
4.63%
21.53%
19.62%
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CETIS Summary Report Report Date: 22 Aug-1109:45 (p 1 of 2)

Test Code: 05-1352-3991/1176691cdc
Ceriodaphnia 7-d Survival and Reproduction Test San Jose Creek WaL
BatchiD:  02-3707-0468 Test Type: Reproduction-Survival (6-8d) : Justine Davis
StartDate: 21 Jun-1111:57 Protocol:  EPA/B21/R-02-013 (2002) i Very Hard Synthetic Water
Ending Date: 27 Jun-1112:56 Species:  Ceriodaphnia dubia Not Appiicable
Duration: ~ 6d 1h Source:  In-House Culture : <24hrs
SamploID;  10-7659-5486 Code: 11062100000 : Internal Lab
Sample Date: 21Jun-1106:00  Material:  POTW Effluent WET Compliance Test
Receivo Date: 21 Jun-11 1021 Source:  Saugus WRP (CAQ054313)
Sample Age: 6h (02°C) Station:  Final Effiuent
TestNote:  Light Readings: 90.0 Fc Concurrent Ref Tox: 1137984 1cdc The test initiated with 10 replicates for each

concentration, however, only  replicates were analyzed for the control concentration and the 20% effluent concentration.
Replicates were excluded from the statistical analysis due to technician error.

Comparison Summary

Analysis ID__Endpoint NOEL  LOEL  TOEL _ PMSD _ TU Method
20-1318-9182 Final Survival 100 >100 NA NA 1 Fisher Exact Test 1
11-5165-8152  Reproduction 100 >100 N/A 4657% 1 Wilcoxon/Bonferroni Adj Test

e ——————————————————————————————— |
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Reproduction Summary

Conc-% Control Type  Count Mean 95%LCL  95%UCL Min Max StdErr  StdDev CV% Diff%

0 Very Hard Water 9 34 30.932 37.068 17 43 1.5 8.2158 24.16% 0.0%

20 9 27.333 21.318 33.349 0 41 2.9411 16.109 58.94% 19.61%
40 10 256 19.484 31.716 4] 39 2.9904 16.379 63.98% 24.71%
60 10 234 17.728 29.072 0 38 27732 15.189 64.91% 31.18%
80 10 21 15.183 26.817 0 37 2.8441 15.578 74.18% 38.24%
100 10 24.2 19.497 28.903 4 37 2.2994 12,595 52.04% 28.82%
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CETIS Summary Report Report Date: 26 Jul-1110:53 (p2of 2)

Tost Code: 00-3273-1710/11774450dc
Survival and Reproduction Test San Jose Crook WQL.

1 Dotail

Conc%  ControlType Rep1  Rep2  Rep3  Rop4 _ RepS  Rep6  Rep?7 Rep8 _ Rep9 _ Rop10

0 Very Hard Water 1 1 1 T 1 1 1 1 1 1

2 1 1 1 1 1 1 1 1 1 0

40 1 1 1 0 1 1 1 1 1 )

60 1 0 1 1 1 1 1 1 0 0

80 1 1 1 1 1 1 1 0 0 0

100 [ 1 1 1 1 1 1 1 1 0

Roproduction Detail

Conc%  ControlType Rep1  Rep2  Rop3  Rep4  RepS  Rep6  Rep7  Rep8  Rep9  Rop10

0 Very Hard Water 42 4 T EJ ) ] ) g % 30

20 ks 41 35 4 4 “ 2 4 £ 18

40 7 40 39 22 ¥ 2 40 45 3 0

60 3 19 S 30 3 4 40 40 0 0

80 27 40 36 3 0 35 38 39 0 0

100 0 14 40 38 39 37 39 40 12 3
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CETIS Summary Report Report Date: 26 Juk-1110:53 (p 1 of 2)

Test Code: 00-3273-17101177445cdc
Ceriodaphnia 7-d Survival and Reproduction Test San Jose Creek WQL
BatchID:  14-1541-1802 Tost Type: Reproduction-Sunvival (6-8) Analyst:  Maggie Watts-Peterson
StartDate: 28 Jun-1108:02 Protocol:  EPA/B21/R-02-013 (2002) Diluent:  Very Hard Synthetic Water
Ending Date: 04 Juk-11 11:10 Spocles:  Ceriodaphnia dubia Brine:  Not Applicable
Duration: ~ 6d 3h Source:  In-House Culture Ago: <24 HRS
SampleID:  01-7285-5411 : 11062700090 Client:  Intemal Lab
Samplo Date: 27 Jun-11 06:00 : POTW Effluent Project:  WET Compliance Test
Receive Date: 27 Jun-1110:45 Source:  Saugus WRP (CA0054313)
Samplo Age: 26 (2.7 °C) Station:  Final Effluent

Light Readings:  83.1 Fc Concurrent Ref Tox 11384367cdc The 80% effluent concentration was statistically
different from the control for the reproduction endpoint and was considered anomalous following EPA recommended concentration
response evaluation guidance.

Comparison Summary

Analysis ID___Endpoint NOEL  LOEL _ TOEL _ PMSD _Tu Mothod
17-1647-3153  Final Survval 100, >100 NA NA 1 Fisher Exact Test
10-0944-0098  Reproduction 100 >100 NIA 34.44% ‘Steel Many-One Rank Test
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Reproduction Summary

Conc-%

Control Type  Count
Very Hard Water 10

10

10

10

10

10

Mean
39.4
38.5
34
273
289
285

95% LCL  95% UCL Min

37.71

36.301
28.981
21.276
23.037
22.333

41.09

41.699
39.019
33.324
34763
34.667

30
18

o o oo

Max
45
47
45

40

40

Std Err
0.82642
1.5641
2454
2.9452
2.8667
3.0151

Std Dev
4.5265
8.5667
13.441
16.132
15.702
16.514

CV%

11.49%
22.25%
39.53%
59.09%
54.33%
57.95%

Diff%
0.0%
2.28%
13.71%
30.71%
26.65%
27.67%
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Description of Dose-Response Relationship Ty,

% Type 1.

Q

[m}

0D 0D 0O 0 o

Type 2,

Type 3.

Type 4.
Type 5.
Type 6.
Type 7.

Type 8.

Type 9.

Type 10,

Ideal Dose-Response, Shows a clear concentration-response relationship.

or Nothing Response. Shows a transition from no significant effect at one effluent
concentration to complete effect at the next concentration.

nulatory Response at Low Concentration and Deirimental Effects at Higher Concentration.
hows a stimulatory response - a non-monotonic concentration-response relationship
characterized by an increase in response (stimulation at low concenteations) followed by a
detrimental effect at higher concentrations.

Stimulation at Low Concentration. Shows a stimulatory response at low concentrations but no
significant effect at higher concentrations. Requires data review (see comment section).

Interrupted Concentration-Response. Shows a significant effect bracketed by non-significant
effects. Requires data review (see comment section).

Interrupted Concentration-Response. Shows non-significant effect bracketed by significant
effects. Requires data review (see comment section).

Significant Effects Only at Highest Concentration. Response characterized by only the highest
test concentration producing a significantly different response from control.

Significant Effects at All Test Concentrations but Flat Concentration-Response Curve. All of
the test concentrations produce a response that is significantly different than the control
response, but a clear concentration-response refationship cannot be determined. Requires data
review (see comment section).

Significant Effects ai All Test Congentrations but Sloped Concentration:Response Curve.
Similar fo Type 8 except a concentration-response can be identified at the higher
concentrations. Requires data review (see comment section).

Inverse Concentration-Response Relationship. Response characterized by adverse effects
decreasing with increasing concentrations (stimulation often encountered in algal growth tests
due to nutrient stimulation).
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CETIS Summary Report Report Date: 26 Juk-1108:53 (p 1 of 2)

Test Code: 15-8385-1487/11775860dc

San Jose Creek WQL.

Corlodaphnia 7-d Survival and Reproduction Test

Batch ID: 17-6937-8107 Test Type: Reproduction-Survival (6-8d) Stefan Szalkowski
StartDate: 29 Jun-1107:37 Protocol:  EPA/821/R-02-013 (2002) Diluent:  Very Hard Synthetic Water
Ending Date: 05 Jul-11 11:14 Speci Ceriodaphnia dubia Brine: Not Applicable

Duration: 6d 4n Source:  In-House Cutture Age: <24 hrs

Sample ID:  11-7828-9852 Code: 11062800110 Client:  Internal Lab

Sample Date: 28 Jun-11 06:00 Material:  POTW Effluent Project:  WET Compliance Test
Receive Date: 28 Jun-11 15:27 Source:  Saugus WRP (CA0054313)

Sample Age: 26h (0.2 °C) Final Effluent

Light Readings: 550 Fc Concurrent Ref Tox: 11385106cdc Although the 40% concentration was statistically
significant for the reproduction endpoint, it shall not be considered toxic (i.e. significantly different from the contro) since the relative
ifference from the control i less than the lower pMSD bounds located in Table 6 of EPA 821-R-02-013 protocol. The 60% effluent
concentration was statistically different from the control for the reproduction endpoint and was considered anamolous following EPA
recommended concentration response evaluation guidance.

Comparison Summary

Analysis ID___Endpoint NOEL _ LOEL _ TOEL _ PMSD _ Tu Method
01-4216-8243  Final Survival N/A 1 Fisher Exact Test
01-8789-2441  Reproduction Steel Many-One Rank Test







image33.png

Reproduction Summary
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Ceriodaphnia 7-d Survival and Reproduction Test

San Jose Creek WQL

Batch ID: 08-5528-5435 Test Type: Reproduction-Survival (6-8d) Analyst:  Maggie Watts-Peterson
StartDate: 05 Jun-12 09:48 Protocol: EPA/821/R-02-013 (2002) Diluent:  Very Hard Synthetiz Water
Ending Date: 11 Jun-12 11:37 Species:  Ceriodaphnia dubia i Not Applicable

Duration: 6d 2h Source:  In-House Culture <24 hrs

Sample ID:  03-1094-8215 12060400184 Internal Lab

Sample Date: 04 Jun-12 06:00 POTW Effluent WET Compliance Test

Receive Date: 04 Jun-12 15:37 Long Beach WRP (CA0054119)

Sample Age: 280 (2.8 °C) Final Efluent

TestNotes:  Light Readings: 63.2 Fc Concurrent Ref Tox; 12617894cdc  The 75% effluent concentration was statistically different from the

control for the survival endpoint but was considered anomalous following EPA recommended concentration response evaluation

guidance.

Comparison Summary

Analysis ID__ Endpoint NOEL  LCEL _ TOEL _ PMSD _ TU Method
07-0523-3122Final Survival 100 >100 NA NA 1 Fisher Exact Test
10-3715.9534  Reproduction 100 >100 NA 364% 1 Steel Many-One Rank Sum Test
=
Point Estimate Summary
Analysis ID__Endpoint Level % .. 9 L 959 e, Method
09-7285-8508 Final Survival EC25 7100 #6464 N NIA 214326  Linear Regression (MLE)

18-9475-2531 Reproduction

1C25 710072:785 N|A62: NIA 1375
1007 \m Al 2

Linear Interpolation (ICPIN)







image35.png

Reproduction Summary

C-% Control Type  Count Mean 95% LCL 95% UCL Min Max StdErr  StdDev  CV% %Effect
0 Very Hard Water 10 332 29148 37252 10 a2 34312 1085 3268% 00%
125 10 405 38686 42314 31 a8 15366 4.8591  12.0%  -21.99%
25 10 387 353 421 14 45 2.8792 91049 23.53%  -16.57%
50 10 38 35.48 40.52 24 44 21344 67495  17.76%  -14.46%
75 10 251 1.786 32414 0 a7 6.194 19.567  78.04%  24.4%
100 10 29.4 24371 34429 0 a3 42588 13468  45.81%  11.45%
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CETIS Summary Report Report Date: 20 Jan-15 11:08 {p T of 2)
Test Code: 141496240dc | 01-2684-3025

Ceriodaphnia 7-d Survival and Reproduction Test San Jose Creek WQL

Batch ID: 00-6223-0210 Test Type: Reproduction-Survival (6-8d) Analyst:  Misty Brown

Start Date: 04 Nov-14 09:46 Protocol: EPA/821/R-02-013 (2002) Diluent:  Hard Synthetic Water
Ending Date: 10 Nov-14 13:22 Species:. Geriodaphnia dubia Not Applicable
Duration: 6d 4h Source: - “In-House Culiure <24 hrs

Sample ID:  03-3252:1817 Code: 14110300160 Internal Lab

‘Sample Date: 03 Nov-14 06:00 Material:  POTW Effluent
Receive Date: 03 Nov-14 13:27 Source:  Pomona WRP (CA0053619)
Sample Age:  28h (0.4 °C) Station:  Final Effluent

WET Compliance Test

Test Note: Light Readings:  69.9 Fc Concurrent Ref Tox: 141181693cde An unexpected dose response was
observed - a stimulation at low concentrations but no significant effect at higher concentrations (EPA 821-B-00-004, Figure 4.6)
was observed for the survival and reproduction endpoints. Please refer to the November 2014 Pomona Toxicity Monitoring Report
for further explanation.

=
Comparison Summary

Analysis ID__Endpoint NOEL LOEL TOEL PMSD Tu Method
11-4443-0942  Final Survival 100 >100 NA NA 1 Fisher Exact Test
02-5806-6682 Reproduction 100 >100 NA 27.0% 1 Steel Many-One Rank Sum Test
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Reproduction Summary

C-% Control Type  Count Mean 95%LCL 95% UCL Min Max Std Err StdDev  CV% “hEffect
0 Hard Water 10 412 © . 30495 51905 O 53 47324 14965  36.32%  0.0%
125 10 479 45.05 50.75 43 55 12601  3.9847  B.32%  -16.26%
25 10 46.5 42339 50661 37 55 18394 58166  1251%  -12.86%
50 10 46.7 44732 48668 43 51 086987 27508  589%  -13.35%
75 10 41.9 36.638  47.162 27 53 23259  7.3583  17.56%  -1.7%

100 10 31.7 17.857 45543 0 48 61193 19.351  61.04%  23.06%
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Ceriodaphnia 7-d Survival and Reproduction Test San Jose Creek WQL
B T ——

Batch ID: 06-0320-7780 Test Type: Reproduction-Survival (6-8d) Analyst:  Stefan Szalkowski

Start Date: 18 Oct-11 13:31 Protocol: EPA/821/R-02-013 (2002) Diluent: Very Hard Synthetic Water
Ending Date: 25 Oct-11 12:51 Species:  Ceriodaphnia dubia Brine: Not Applicable

Duration: 6d 23h Source:  In-House Culture Age: <24 hrs

Sample ID: 07-4975-5026 Code: 11101800220 Client: Internal Lab

Sample Date: 18 Oct-11 06:00 Material: POTW Effluent Project: WET Compliance Test
Receive Date: 18 Oct-11 10:17 Source:  Pomona WRP (CA0053619)

Sample Age: 8h (3.9 °C) Station: Final Effluent

Test Note: Light Readings: 77.2 Fc Concurrent Ref Tox: 11459532cdc  The 20% effluent concentration was statistically

different from the control for the survival endpoint and was considered anomalous
_— e — —o 8 - -

Comparison Summary

Analysis ID  Endpoint NOEL LOEL TOEL PMSD Y Method
08-0062-1508 Final Survival 100 >100 N/A N/A 1 Fisher Exact Test
06-2203-9328 Reproduction 100 >100 N/A 27.4% 1 Steel Many-One Rank Test

Point Estimate Summary
Analysis ID  Endpoint Level Method

16-0948-9175 Final Survival EC25 - : Linear Regression (MLE)
17-1187-7132 Reproduction IC25 >100 NA N/A <1 Linear Interpofation (ICPIN)
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Reproduction Summary

Conc-% Control Type  Count Mean 95% LCL  95% UCL Min Max StdErr  StdDev CV% wEffect
0 Very Hard Water 10 379 36.067 39.733 31 45 1.5524 4.9092 12.95%  0.0%
20 10 28 21.374 34626 0 42 56115 17.745 63.38%  26.12%
40 10 304 25.301 35.499 6 42 43184 13.656 44.92%  19.79%
60 10 356 32653 38.547 14 42 2.4953 7.8909 2217%  6.07%
80 10 36.1 35.285 36.915 33 39 069041  2.1833 6.05% 4.75%
100 10 35.2 33.424 36.976 26 42 1.5041 4.7563 1351% 7.12%
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CETIS Summary Report

Report Date:
Test Code:

06 Jan-1512:02 (p 1 of 2)
THO1214.115 | 05-0762-0023

Fathead Minnow 7-d Larval Survival and Growth Test

Aquatic Bioassay & Consulting Labs, Inc.

Batch ID: 16-9062-3454 Test Type: Growth-Survival (7d) Analyst:

Start Date: 09 Dec-14 15:35 EPA/821/R-02-013 (2002) Diluent: Laboratory Water

Ending Date: 16 Dec-14 13:40 :  Pimephales promelas Brine: Not Applicable

Duration: 6d 22h Source:  Aquatic Biosystems, CO Age:

Sample ID: 17-6266-2678 Code: THO1214.115 Client: City of Thousand Oaks

Sample Date: 08 Dec-14 07:00 Material: ~ Sample Water Project:

Receive Date: 08 Dec-14 10:02 Source:  Bioassay Report

Sample Age: 33h (7.1°C) Station: HCTP Eff Comp

Comparison Summary

Analysis ID  Endpoint NOEL LOEL TOEL PMSD TU Method

13-6166-2292 7d Survival Rate 100 >100 NA 9.06% 1 Wilcoxon Rank Sum Two-Sample Test
09-8108-3811 Mean Dry Biomass-mg 100 >100 NA 14.4% 1 Wilcoxon Rank Sum Two-Sample Test
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7d Survival Rate Summary

c% Control Type _ Count _ Mean __ 95%LCL 96% UCL Min Max_ SEm  StdDev CV% _ %Effect
[ Negative Control 12 09086 07366 1 006667 1 007674 02658  20.36% 00%
100 12 09778 09448 1 08667 1 001498 00519 531%  7.98%
Moan Dry Biomass-mg Summary

c% Control Type__Count __Mean __ 95%LCL 9% UCL_Min Max StdEm _ StdDev  CV% _ %Effect
0 Negative Control 12 02036 02406 03473 004133 0358 002422 008392 2855% 00%
100 12 03595 03501 03689 034 03833 0004275 001481 442%  -223%
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Data Transform Zeta Alt Hyp _Trials __ Seed TSTh__ TestResult

Untransformed NA Cb>T NA NA 0.75 Sample passes mean dry biomass-mg endpoint
TST-Welch's t Test
Control vs C-ug/l Test Stat _Critical _MSD _DF P-Value P-Type  Decision(a:25%)

Dilution Water 100* 75 07 12 <0.0001 CDF Non-Significant Effect
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CETIS Analytical Report Report Date: 06 Mar-15 10:59 (p 3 of 4)
Test Code: PP Test 2| 0667854317

Larval Fish 7-d Survival and Growth Test Granite Canyon
Analysis ID:  04-0023-5569 End 7d Survival Rate CETIS Version:  CETISv18.4

Analyzed: 06 Mar-1510:55  Analysis: Parametiic Bioequivalence-Two Sample _ Official Results: Yes

BatchID:  05-9517-6662 Test Type: Growih-Survival (7) Analyst:

StartDate:  06Mar-1510:49  Protocol: EPA/600/4-90/027F (1991) Diluent:

Ending Date: 06 Mar-1510:49  Species: Pimephales promelas Brine:

Duration: ~ NA Source: Age:

Sample iD:  06-0300-6983 Code: 2312807 Client:

Sample Date: 06 Mar-1510:49  Material: ~ Copper chioride

Receive Date: 06 Mar-1510:49  Source:  Reference Toxicant

Sample Age:  NA Station:

Data Transform Zeta Alt Hyp Trials  Seed  TSTb  TestResult

Angular (Corrected) NA Cb>T NA NA 075 ‘Sample passes 7d survival rate endpoint

TST-Welch's t Test

Control vs _C-ugll TestStat _Critical _MSD _DF P-Value P-Type _ Decision(a:25%)

Dilution Water 100" 54 069 14 <0.0001 CDF Non-Significant Effect
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CETIS Measurement Report

Roport ate:
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TST Summary Sheet

Lab Name MPSL ClientName  MPSL
TestiD Test1 TestSpecies G dubla (wafer flea,
TestDate TestType. Chronic

Test Duration Endpoint Reproduction
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Statistic Control Critical Concentra
Wean of Raw Data G 3170

Mean used in Calculation (non-ransformed) 120 370
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34500 Highway One
Monterey, CA 93940
831-624-0947
831-626-1518 Fax

On 5/11/2015 8:28 AM, Denton, Debra wrote:
> Hi Bryn
>
> I really believe that we need the time as we have run short on the data exercise with hands on of the TST.  We
 should do examples that cover :
>
> - chronic FW
> - acute that covers zero variance
> - chronic marine west coast like red abalone and giant kelp  (especially since Regional board 9  has Ocean Plan
 applications)
>
>
> Here is the format and we can add to this for the marine test examples.  If you need data sets - I can provide.  It
 would be nice to have them have the information that shows what we enter into the TST tool.
>
> Sure, we can show some ambient data sets too.
>
>
> PEACE = Purposefully Express Appreciation and Compassion for Everyone
> Debra
>
> Disclaimer: This message was written with voice activated software. It may contain errors. Some of them might
 be interesting. Observe the context and the meaning will, hopefully, be obvious.
> -------------------------------------
> Debra L. Denton, PhD
> Environmental Scientist
> US EPA Region 9
> Water Quality Assessment Section (WTR-2-1)
> c/o SWRCB
> 1001 I Street
> Sacramento, CA 95814
> phone (916) 341-5520
>
> ________________________________________
> From: Bryn Phillips [bmphillips@ucdavis.edu]
> Sent: Friday, May 8, 2015 2:40 PM
> To: Denton, Debra
> Subject: Re: slides
>
> Hi Debra,
>
> I am working on the Day 2 Presentation for the work shop and wanted to
> include some ambient data.  I thought I could include how SWAMP data are
> interpreted using the two-tier approach, and talk about the four data
> qualifiers.  This is what the regions are using for listings, so it
> could be helpful.  I could also talk about how SWAMP and CEDEN have
> field that incorporate the TST.
>
> What do you think?
>
> Bryn Phillips



> Department of Environmental Toxicology
> University of California, Davis
> Marine Pollution Studies Lab - Granite Canyon
>
> 34500 Highway One
> Monterey, CA 93940
> 831-624-0947
> 831-626-1518 Fax
>
> On 5/7/2015 2:26 PM, Denton, Debra wrote:
>> all good. thanks!
>>
>> or you could use the illustration for chronic sediment test for survival, bc the RMD is 25% effect
>>
>>
>> PEACE = Purposefully Express Appreciation and Compassion for Everyone
>> Debra
>>
>> Disclaimer: This message was written with voice activated software. It may contain errors. Some of them might
 be interesting. Observe the context and the meaning will, hopefully, be obvious.
>> -------------------------------------
>> Debra L. Denton, PhD
>> Environmental Scientist
>> US EPA Region 9
>> Water Quality Assessment Section (WTR-2-1)
>> c/o SWRCB
>> 1001 I Street
>> Sacramento, CA 95814
>> phone (916) 341-5520
>>
>> ________________________________________
>> From: Bryn Phillips [bmphillips@ucdavis.edu]
>> Sent: Thursday, May 7, 2015 12:54 PM
>> To: Denton, Debra
>> Subject: Re: slides
>>
>> Okay.  I will re-do the slide.  I have to leave after 2 anyway to pick
>> up my daughter.
>>
>> Thanks!
>>
>> Bryn
>>
>> Bryn Phillips
>> Department of Environmental Toxicology
>> University of California, Davis
>> Marine Pollution Studies Lab - Granite Canyon
>>
>> 34500 Highway One
>> Monterey, CA 93940
>> 831-624-0947
>> 831-626-1518 Fax
>>
>> On 5/7/2015 12:09 PM, Denton, Debra wrote:
>>> change to a value less than 20.  unless this example is for chronic sediment.
>>>
>>> no need to chat - if you can understand my notes.



>>>
>>>
>>>
>>> PEACE = Purposefully Express Appreciation and Compassion for Everyone
>>> Debra
>>>
>>> Disclaimer: This message was written with voice activated software. It may contain errors. Some of them might
 be interesting. Observe the context and the meaning will, hopefully, be obvious.
>>> -------------------------------------
>>> Debra L. Denton, PhD
>>> Environmental Scientist
>>> US EPA Region 9
>>> Water Quality Assessment Section (WTR-2-1)
>>> c/o SWRCB
>>> 1001 I Street
>>> Sacramento, CA 95814
>>> phone (916) 341-5520
>>>
>>> ________________________________________
>>> From: Denton, Debra
>>> Sent: Thursday, May 7, 2015 9:35 AM
>>> To: Bryn Phillips
>>> Subject: slides
>>>
>>> Hi Bryn
>>>
>>> looking at these 2 slides.
>>> If we are discussing acute test method, then we need to change 22% to sometimes less than 20, bc 20 is the
 effect level that we wish to declare statistically significant.  Unless you intended this for chronic sediment survival
 endpoint, which is the desired effect is 25%.  I think that should be the case for this example.
>>>
>>> take care!
>>>
>>>
>>>
>>>
>>> PEACE = Purposefully Express Appreciation and Compassion for Everyone
>>> Debra
>>>
>>> Disclaimer: This message was written with voice activated software. It may contain errors. Some of them might
 be interesting. Observe the context and the meaning will, hopefully, be obvious.
>>> -------------------------------------
>>> Debra L. Denton, PhD
>>> Environmental Scientist
>>> US EPA Region 9
>>> Water Quality Assessment Section (WTR-2-1)
>>> c/o SWRCB
>>> 1001 I Street
>>> Sacramento, CA 95814
>>> phone (916) 341-5520
>>>
>


